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Establishment of SYBR Green | real-time fluorescent quantitative PCR method

for Clonorchis sinensis metacercariae
YUAN Shuxian' HOU Xusen' GONG Pengtao GUO Yanbing' DONG Hang' SUN Xingzhong'

WANG Nan' CAO Lili"
( 1.Jilin Academy of Animal Husbandry and Veterinary Medicine Changchun 130062 China;
2.College of Veterinary Medicine Jilin University Changchun 130062 China)
Abstract: To establish a specific and sensitive SYBR Green [ real-time fluorescent quantitative PCR method for metacercariae of Clonorchis
sinensis  the specific primers for the mitochondrial cytochrome ¢ oxidase submit I of Clonorchis sinensis were designed; the standard curve was
drawn; the amplification system and procedure were optimized and the SYBR Green [ real-time fluorescence quantitative PCR method was
established and its sensitivity specificity repeatability and compliance were evaluated. The results showed that the optimal concentration of
primers was 750 nmol /L and the optimal annealing temperature was 57 °C. The slope of the standard curve was —3.21; the intercept was
35.23 and the correlation coefficient R? was 0. 982 3. The minimun detection limit of this method was 1x10% copies/pL. The inter—and intra—
batch coefficients of variation were 1. 53%—2. 59% and 0. 36%—0. 76% respectively showing good repeatability. Only the standard positive
plasmids C. sinensls metacercarae and Fasciola hepatica showed specific amplification curves with good specificity. The coincidence rate was
96% compared with the traditional compression microscopy method. It indicated that the SYBR Green | real—time fluorescence quantitative
PCR method was sensitive specific and stable which provided technical support for the subsequent epidemiological investigation of C. sinensis

metacercariae infection in freshwater fish.
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Prediction and bioinformatic analysis of host target genes regulated by miRNAs in the

extracellular membrane vesicles of Clonorchis sinensis
WEI Wei' SUN Yunyi' MAO Ruifeng' ZHANG Aihui' JIA Bin® ZHANG Jun’

WANG Chunren' GAO Junfeng"
( 1.College of Animal Science and Technology Heilongjiang Bayi Agricultural University Daqing 163319 China;
2.Branch of Animal Husbandry and Veterinary of Heilongjiang Academy of Agricultural Sciences Qigihar 161006 China)
Abstract: In order to evaluate the risk of parasite—derived miRNAs in extracellular membrane vesicles of Clonorchis sinensis in cross—species
regulation of host genes the miRBase database was used to screen the mature sequences of parasite —derived miRNAs shared by Clonorchis
sinensis( C. sinensis) extracellular vesicles and the infected host cells. miRanda software was used to predict the target genes of the top 10
miRNAs in extracellular membrane vesicles and the top 10 target genes of each miRNAs score were selected as candidate target genes. NCBI
and Bing search tools were used to search the functions of the candidate target genes of miRNAs and GO functional annotation and KEGG
enrichment analysis were used for bioinformatics analysis of target genes. The results showed that 10 miRNAs in the extracellular vesicles of
C. sinensis corresponded to a total of 8 128 host—related target genes. Twelve candidate target genes had no relevant functional reports; twelve
candidate target genes were related to liver function and the remaining candidate target genes played important roles in cancer signal
transduction structural skeleton proliferation and differentiation and migration. The candidate target genes Tafl10 and Onecut2 were related to
the development of liver and hepatobiliary duct. Gngl and Hhip were involved in the mitogen—activated protein kinase ( MAPK) and Hedgehog
signaling pathways associated with fibrosis respectively. These results indicated that insect—derived miRNAs had the potential to target host

cells and participate in the development of host liver fibrosis and liver cancer.
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1 GO
Fig.1 GO function annotation analysis results

P 0~1 0
2 KEGG
Fig.2 Results of KEGG enrichment analysis
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SYBR Green [ PCR
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Fig.2 Amplification curve of different primer concentrations
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3

Fig.3 Amplification curve of different annealing temperatures
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Krox20 IGFBP5
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1 Krox20

Fig.1 Expression of Krox20 protein in the body side skin of Merino sheep and small-tailed Han sheep

1. 2. ;3. 4. ;5. ;6. 7.
3 IGFBP5
Fig.3 Expression of IGFBP5 protein in the body side skin of Merino sheep and small-tailed Han sheep
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